. Characterization of bud3 DH domain mutants and BUD3 overexpression. (A) Budding pattern of a bud3 mutant carrying the WT or each bud3 mutant on a multicopy plasmid. Cells were grown overnight in SC- Leu. bud3 EA, KS denotes the bud3 E268A, K405S mutation. See also Fig. 1 A. (B) Localization of GFP-Bud4 in WT (top) and in bud3CR2 (bottom) cells. (C) Colocalization of Cdc3-mCherry with Bud3-CFP (top) or Bud3CR2-CFP (bottom). Bud3-CFP (cyan) and Cdc3-mCherry (red) in merged images. (D) Localization of Cdc3-mCherry in BUD4 or bud4 cells overexpressing BUD3 from the GAL1 promoter on a plasmid and in BUD4 cells carrying a vector control. Cells were grown in SRaf-Ura and then shifted to SGal-Ura for 6 h at 30°C. Images on the top were deconvolved. DIC, differential interference contrast. Bars, 3 µm. Figure S2 . The GDP-locked (or nucleotide free) form of Bud4 is not defective in the axial landmark assembly and bud site selection. (A and B) Coimmunoprecipitation of Axl1-Myc and Axl2-Myc with Bud4. Extracts prepared from the AXL1-Myc (A) and AXL2-Myc (B) strains, each of which expresses either WT or a bud4 mutant-bud4, bud4G2 (G2), bud4 T1182N, K1183S (T1182N*), or bud4
D1403A
-were subjected to immunoprecipitation using anti-Bud4 antibodies. The bud4G2 mutant carries a deletion of the G2-G4 boxes (Kang et al., 2012) . The bud4 T1182N, K1183S (which carries a mutation analogous to ras S17N ) and bud4 D1403A (which is analogous to ras D119N ) are expected to express the GDP-locked (or nucleotide free) Bud4. Input and immunoprecipitated proteins were analyzed by immunoblotting with anti-Bud4 antibodies (top) and the anti-Myc antibody (bottom). Numbers indicate relative amounts of Axl1-Myc (A) or Axl2-Myc (B) recovered with each WT or mutant Bud4 protein, normalized to the recovery with the WT Bud4. The bud4 D1403A mutant was analyzed on the same gel, but the lane was separated by another sample, and thus dividing lines were added in A-C. (C) Copurification of WT or mutant Bud4 with Bud5-TAP. Extracts prepared from the BUD5-TAP strains, each of which carries either WT or a mutant BUD4 allele, were subjected to IgG-agarose pull-down assays. Bud4 and Bud5-TAP were detected with anti-Bud4 antibodies. Video 2. Localization of Cdc42-GTP in the bud3CR2 mutant cells. Gic2-PBD-tdTomato (left), Cdc3-GFP (middle), and merge (right) are shown from time-lapse images of haploid bud3CR2 cells. Images were captured every minute using a spinning-disk confocal microscope (UltraVIEW Vox CSU-X1 system; PerkinElmer) at 22°C. The video shows frames for 25 min starting from the onset of cytokinesis. Display rate is 8 frames/s. Selected images are shown in Fig. 5 B. Video 3. Localization of Cdc42-GTP in the cdc24-4 mutant cells. Gic2-PBD-tdTomato (left), Cdc3-GFP (middle), and merge (right) are shown from time-lapse images of cdc24-4 cells. Images were captured at 2-min intervals using a spinning-disk confocal microscope (UltraVIEW Vox CSU-X1 system; PerkinElmer) at 37°C. The video shows frames for 1 h and 26 min, starting from 2 h and 12 min after shifting to 37°C. Display rate is 8 frames/s. Selected images are shown in 
